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(57) Abstract: Remedies and/or preveiuives for diseases caused 
by -amyloids which contain, as the active ingredient, an 
S-1 00)9 inhibitor. Because of having an clTcct of inhibiting the 
production of 5 -amyloids, the S-100i8 inhibitor is useful in 
remedies and/or preventives caused by iS -amyloids, for example, 
neurodegenerative diseases, Down' s disease, boxer' s disease, 
progressive supranuclear palsy, astrocytoma, nerve function 
disorders following brain attack or brain trauma, multiple sclerosis, 
dementia, schizophrenia, epilepsy, anxiciy, vomil, migraine, nerve 
cell death, depression, sleeping disorders, eating disorders such as 
inappcicncc, urinary incontinence, hypoxemia, cerebral infarction, 
brain tumor, hyperoxia-induccd convulsion and hyperox la- induced 
toxemia, inflammatory or neuropathic pain and meningitis. 
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15 ^^^(DWft^ (Pharmacology and function, pp. 267-308, Academic Press, Inc., 
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^5<^^if{i^7 5 P-r Kl-4 0fc;6^ H^ro^T^P-Y K,l-4 2 (4 

3) (D:)j^m^ ■ itM L^-r < . ^^(Dt^^ifhh^mwAm<m^-r^ 

tT7 5 p-f KSiI»^y^N'i5'K*3ctt>*/3T^ p^ K(Df-tm^^{lfiJt^ 

f^tt^btfcT;^ hpf->r hl::*JV>-CT$ p-f KBtlSf*:i5' 
15 y/^°^K^^;0^^S:'^LTV^^::i:;S5^ibtlTV^5 (Neuron, 2. 275-285. (1989)) „ 

*3j:t;«jiM(-M4t-CV^-5i:#x:bn5 (Science. 245. 417-420, (1989)) » $ 

-5 (J. Neurochem., 26(4), 1050-1056,(2001)) 0 Lfc^i^iDX^ /3 T 5 p 'f K;65f& 

25 (Dmmmt^wmiKm<^n(Dmm^f\^m^Lx\^^ (tbs. 11, 437-443, 

(1988)) „ s - 1 0 0 /SttT;^ hpf--r h<^^14^blcj; fjS^^tiiTflllS^lwjSik 
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10 $ixrv>5(J.Neurosci. Res., 22. 398-404, (1994))o $ f3^IT/^!y/^-r•7-S^ 

^htl?) ti!)m^^tlX\>^^ (J. Neuropathol, Exp. Neurol.. 55. 273-279, 
(1996)) o ^(Omzhs B^'P (Stroke, 2fl, 1190-1195, (1999)) . M^^^ 
15 (Neurosurgery, 45, 477-483, (1999)) . ^IgttfljJ'fbfiE (Acta Neurol Scand, 26, 
142-144, (1997)) . V-^ y& (J. Thorac. Cardiovasc. Surg., m, 281-285, (1998)) 
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25 S - 1 0 0 ^ ;6>jiiiJ|ga t (J. Neurochem., 240). 295-301, (2000)) , 

3) ^#Mlla^-i3V^T. 0T^o>( hltS-1 0 0 ^(Di&B^?tmt: 
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X\^^^-^m\±h^^hti^o 7/w:y/>^^-^ttD«)i:-f 5#«tt3K«L(^ 

*s?^l5<Jf^i^^^*^v^T. 7 5p'1' mmi^^y^<i^WisJ^tfBT^cty( Kftsit 
s - 1 0 0 i3;0575 p-r KH^^gi^$:^'>/^°i^SfcJ;t>*0 7 5 p-r K{i:^t 
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112 (A) 7 SMCMt^^itt'SCM-S- 1 0 0 /3(^i3r 5 P 

^ Kl -4 2il«^iMSr/^^t^ (B) {lU- 3 7 3 MG»tCfc(j- § r 
S- 1 0 0 /3<^i3T$ P-r Kl -4 2M^«ji=J1^^7?:-f„ 
US (1) ~ (4) fi. =S->JrCM-S- 1 0 0 /3trj;5, ^ =f-y (It 
15 ItMlli) AP P 7 7 OlSmM^k. AP P 7 5 lIS^MfL. 

*3J;05AP P 6 9 Slg^S^^b^Ti^U. (5) ~ (8) (i. r S - 1 0 
0/3 /STiJ'f-y (Ittt^fR^) ^iia'^^t;, APP 7 7 0|§iai:«> 

A P P 7 5 1 HmM^k, *Jj:tJ«APP695 ^mMMit^Tsk-f; 

•9 t^IJi uj^-t 5 n <^ $511 ^{TfiJ PSi- 5 1> (7) X'fi 1/ \ 

l:S-1003(^J;5/3T^P'i' m^MiJ^ 
25 1) S-^yU^J^^v-pt^/HbS- 1 0 0 /SW 

3- K@^^S:ffiv\ 7 y h y :nyy^i-y h S - 1 0 0 ^ (^*) ) 
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i-?fe;b-^5 0mLf-^-"/l^-C'y =iyt'-:hy hS-1 O0$mm 34.5m L 
{]) =iyt'-tV h S- 1 0 0 1 0 0 m g ) {Ij^^tK^-:^ h V ^ 1.45 

gi^^^i?LfCo l-yp/V-/l^ 11.5mL^;?)P;iJ:< jt#L/c (1- 

5 yo^>V-;i'i:M^"2 5%) o $bt- ^y7'^/M^;^:7^y50 /i LSrAP 

W) ^ 1 m LMx.. ji^T> 1 B#r«1 3 O^M Lfc, 

10 5/77— (4 Ommo 1 /L. T r i s -HC K pH7.5) T-4*CTjg^Sr 

;SrS-;!&^U7K:¥v'^f^/WbS- 1 0 0 /3 (t^T. CM- S - l 0 0 jS <tie&fa 
15 -r^Ztt^h^o ) -8 CCX'^^tfCo 

2) 7>;/MJ3>'f:^yhS-100/3 (^"M 

h y =':/tf-f ^ h S- 1 0 0 /3 (&,T. r S-l 00 0 tm-tZtti^ 

20 S- 1 0 0 (-^pCTtT/l^ofc, 

3 ) S - 1 0 0 /3 (IJ: 5 ^ r 5 p KS^fefiS'i^ 

^ W ^/u=i^7. y y 3 - (iff ^yu- =1 ~ ;^ y /u^ = 

25 eJc|S^-^;I^i§il!l (DMEM) {CI Orol^v/MlilLfff. 2 0mmol/L(^ 
HEPES, 2mmo l/LOL-^/l^^^:^. 1 0 0 U/m L^=i/ y V 
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0%FC S-DMEMi:IBl"o ) iCX. 3 T'C 5 %C OzT 7 5 c m^<^7 7 

imimm^ \^vyi^y/^^^yi>T ^ymmm (edta) ^zx'omm 
5 Ltco mmLtzmmtm'b'iks 2 x i o ^ c e 1 1 s/mLt^i^x^ 1 0% 

FCS-DMEMltililT'WL. 2 A'KzfV'— hiZ 1 mL/v/ e ] 1 "CM 
Lfco MtfciNfl/iafi3 7t:5%C02T-Cig^Lfc, 

M3 6 0 M LtCi#ife^«tfc„ iS^tC h y ^m^Ji^-C'»(^MlcWU 
10 fcCM-S- 1 0 0 0fcSV>{ir S- 1 0 0 0:^?K$r4 0 M L?35A0U^ 3 
7 5 % C O 2 TT'lf* t fc. 

S - 1 0 0 /3^i'S4 8B^rBimt-2 4^7°^- h J: "9 t§#±?fl^ 3 0 0 m L 
lEUKLfc, |IIHXLfcl§#±f»(l. IS.OOOrpm, 4''CT'5^PB^)i'L>U-C±?» 

15 1^>://L''t><D/3T5 n^f Kl -4 0*Jj:t>*j3T$ d^T Kl -4 2 (7)^-|iSJt 
^^•en^'tit:^— =?>j375 P'T Kl-4 0^^>rf->5/ h (v-^^;f^3T), 
t a— ryj3 p>f Kl -4 2'<7-('-!f^y h n 7) %fflv^-C 

20 Kl -4 O*5j:l>*07? P'l' Kl -4 2l:^Sr^ttlL/Cc -e(Z)SS*Sr* 1 *3 J: 
t>*l21 1 ~ 2 t'Tj^-To 

CM-S - 1 0 0 j3i3J:t>*r S-lOO^{±10*3J:t>*30/imo 1/L 
T'U- 3 7 3MG«{::*^V^X/3 7 5 p-r Kl - 4 0OMl:^t't i^/u^ 

fifliitbiii^LTWSi-m^-ar/i (lau mi) „ TOIC, CM-S-10 

25 0 j3fil 0*5J;0«3 0 MHio 1 /LT\ r S- 1 0 0 /3fi3. lO^JJ; 
t>*3 0/imo l/L-C3T?P-r K 1 - 4 2 ^^ik^^St-»$"ls!rfc (El 
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2. ^1) o 

S - 1 0 0 KS^^SJiM^Wt-CV^5w 



« 1 





MS. 

(|imol/L) 


Kl-40 
(pg/mL) 


P-T?; P-r Kl-42 
(pg/mL) 






144 ± 13.7 


31.3 ± 0.00 


CM-S-lOOp 


3 


172 ±6.4 


39.6 ± 8.33 




10 


259 ± 20.2" 


68.4 ± 3.00'' 




,30 


341 ± 14.4" 


55.2 ± 1.73.^ 


rS-lOOp 


3 


191 ±2.9 


56.3 ± 1.96^ 




10 


272 ± 25. l" 


59.3 ± 4.48^. 




30 


367 ±7.3" 


67.2 ± 9.47^ 



(a) :p<0.05(Mb'ti5'^K ^^-^^yhy^^^h Mm) 

(b) :p<0.01(^ft:i^;v, ^^^yhx;^h «3) 

(c) :p<0.001(>E*t't:i?;W, y^^yhy'^^h «3) 



1) mRNAf-^^yyi'WW 

mni.tmm\^ s - 1 0 0 0 toil uytT" h ^it^K l^c„ mm±m^^i\sL 

10 ://N'i:'K (j£iTx AP? tmsii-^:ii:t^h^o ) mRNA^mftiR'ISffl-f- 

2) cDNA(Z)|^i!{ 

8 0 n g(^inRNA;!)^b7T-;^ h-:^ h7>'K c D N A-g^^^ >;/ h 

15 $e>(-M7K-C3^Wtfc^cDNAf->^-//u<!: Lfco 
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3) RT-PCRfe 

68tjL<fi70°Cl 5 #(^^f4=T' P C R ^tf^^ o fc, ;SJ^^y{SO-^^ 1 % . 



S 2 





5 (iuL) 




TaKaRa Z — Taq 


0.5 


0.25 3.= 5/ Y/n L 


(2. 5 ^^>;/ h/;^ L) 






1 0 X Z - T a q Utr^JK 


5 


1 X Z - T a q II Wlgt 


dNTPjl^?^ 


4 


2 0 0 At mo 1/L 


(2. 5mm o \ / h each) 






c DNA1^y/yU 


iil: 




(100A<mo 1/L) 


0.5 


1 ju m o 1 /L 


:fc:?''7'1'-^— (1 0 0 /imo 1/L) 


0.5 


1 m 0 1/L 




mm 




±& 


5 0 
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m 3 



(Access. No) 




Priraer 
name 


Sequence 


Size 




p-actin 


Forward 


hbAct-F 


5* 


- CCATGTACGTTGCTATCCACCC 




22mer 


1 


(X06351) 


Reverse 


hbAct~R 


5' 


- GTAGTTTCGTGGATGCCACACG 


-3' 


22raer 


2 


APP695 


Forward 


APP695-F 


5* 


- AAGAGGTGGTTCGAGTTCCTACA 


-3' 


23raer 


3 


(Y00264) 


Reverse 


APP695-R 


5' 


- GCGCGGACATACTTCTTTAGC 


-3* . 


2lraer 


4 


APP751 


Forward 


APP751-F 


5' 


- GTGTGTGGCAGCGCCATTCaAC 


-3' 


23raer 


5 


(X06989) 


Reverse 


APP751-R 


5* 


- TTGAACACGTGACGAGGCCGAG 


-3' 


22raer 


6 


APP770 


Forward 


APP770-F 


5* 


- CTCTTGCCCGAGATCCTGTTAA 


-3' 


22mer 


7 


(X06981) 


Reverse 


APP770-R 


5' 


- GCATAnCAACACGTGACGAGG 


-3* 


22mer 


8 



4) 

p-r }^'mmi^^yy<i^'M (ap p e 9 5. ap p ? 5 1 ja<ti>*AP p 

5 7 7 0) <DmRNAmm&^^m\^tz.o t<D^^i:>ftm {&T^^y(0%m 
m^it) i:*JCia3{C7n1-o III3'^'^ (1) (iCM-S-1 0 0/3{CctS^ 

T^^y m\^nm ?mmmt. (2) \±cu-s-\oq & \z.iihAP 

P 7 7 O^iag'^-fb, (3) flCM-S- 1 0 0 13 t^J;^AP P 7 5 
fi'»> (4) (iCM-S- 1 0 0 jSl^iSAPP 6 9 5^m«^b. (5) 
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95.3 


^On 1/ mnl /I 

OW fJ, IIIUI/ o 

AEBSF 


342.3 


512.3 


118.7 


SO // mnl/l 

\J\J fx iU\Jl/ 


142.3 


304.0 


583.3 


10 u mol/L 
PMA 


400.3 


554.3 


374.3 


3 M mol/L 


430.0 


1098.3 


417.7 


5 M g/mL 
T'U'^x^U-i^y A 


430.0 


1098.3 


22.3 


5 /i mol/L 


430.0 


1098.3 


229.7 
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CM-S-lOOp 
3fimol/L 



CM-S-lOOp 
lOjxmol/L 



CM-S-lOOp 
30|amol/L 




CM-S-IOOP CM-S-IOOP CM-S-lOOp 

3nniol/L 10|imol/L SOnmol/L 



(3) 



CM-S-IOOP 
3)iniol/L 



CM-S-lOOp 
10)imol/L 



CM-S-lOOp 
30nmol/L 



(4) 



CM-S~ioop 

3^jnol/L 



CM-S-lOOp 
lO^unol/L 



CM-S-lOOp 
30^inol/L 



(5) 



rS-lOOp 
3jimol/L 



rS-lOOp rS-lOOP 
.10|jjnol/L 30^iJiiol/L 



(6) 



rS-lOOp 
3jiinol/L 



r S-lOOp 
lOjxraol/L 



r S-lOOp 
30mnol/L 



(7) 



rS-lOOp 
3|imol/L 



r S-IOOP 
10|iraol/L 



rS-lOOp 
30|amol/L 



(8) 



r S-lOOp 
3|imol/L 



r S-lObp r S-lOOp 

10|aniol/L 30^mol/L 
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SEQUENCE LISTING 
<1 1 0> ONO PHARMACEUTICAL CO., LTD. 

<120> Treating agent for B -amyloid-caused disease comprising S-100 0 inhibitor 
as an effective component. 

<130> ONF-4297PCT 

<150>JP 2001-279901 
<1 5 1> 2001-09-14 

<160>.8 

<210> 1 

<211>22 

<212>DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:Primer 
<400> 1 

ccatgtacgt tgctatccag gc 22 

<210>2 

<211>22 

<212>DNA 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence:Primer 
<400> 2 

gtagtttcgt ggatgccaca gg . 22 



<210>3 
<211>23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:Primer 
<400> 3 
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aagaggtggt tcgagttcct aca 23 



<210> 4 

<211>21 

<212>DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence :Primer 
<400> 4 

gcgcggacat acttctttag c 21 



<210>5 

<211>23 

<212>DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:Primer 
<400> 5 

gtgtgtggca gcgccattcc tac 23 



<210>6 

<211>22 

<212>DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:Primer 

<400> 6 

ttgaacacgt gacgaggccg ag 22 



<210> 7 
<211>22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:Primer 
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<400> 7 

ctcttgcccg agatcctgtt aa 

<210> 8 

<211>22 

<212>DNA 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence:Primer 

<400> 8 

gcatattgaa cacgtgacga gg 
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